Research Paper
Thiosemicarbazones, which have NH-C(=S) NHN=C bond, are a class of compounds that have been evaluated over the last 50 years as antivirals and as anticancer therapeutics, as well as for their parasiticidal action against Plasmodium falciparum and Trypanasoma cruzi which are the causative agents of malaria and Chagas's disease, respectively [1] . The chemistry of thiosemicarbazide derivatives of saccharides is interested [2, 3] . These compounds arouse interest as versatile intermediates for preparing various (e.g., heterocyclic) derivatives as well. Thiosemicarbazones can be used for making complex formation of metallic ions [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] . Thiosemicarbazones exhibit various biological activities such as antituberculosis [14, 15] , antimicrobial [9, [16] [17] [18] , antiinflammatory [19] , anticonvulsant [9, 20] , antihypertensive [21] , local anesthetic [22] , anticancer [10, 23] , hypoglycemic [24] , and cytotoxic activities [9] , also antioxidant agents [11, 25] . A number of galactosyl thiosemicarbazide derivatives showed significant in vivo antimicrobial and in vitro antioxidant activity, which could be used as leads for the development of effective antiatherosclerotic agents [2, 20, 26, 27] . On the other hand these molecules can also serve as phosphane-free multidentate ligands for transition-metal catalysis, and they are efficient ligands for palladium-catalyzed coupling reactions in air [25] .
In the past some papers have been published for the synthesis of aldehyde/ketone (per-O-acetylated glycopyranosyl)thiosemicarbazones [2, 3, 18, 25, [28] [29] [30] . The main synthetic step for the synthesis of these molecules is being the reaction of (per-O-acetylglycosyl)thiosemicarbazide with the coresponding carbonyl compounds. Continuing our studied on the synthesis and the reactivity of (per-O-acetatylglycopyranosyl)isothiocyanate and (per-O-acetatylglycopyranosyl) thiosemicarbazides [29, 30] , we report herein a systematic study for the synthesis and spectral characterization of a series of aromatic aldehyde 4-(β-D-galactopyranosyl)thiosemicarbazones using microwave-assisted method [31] .
MATERIALS AND METHODS
All melting points were determined by open capillary method on Stuart SMP3 instrument (Bibby Sterilin Ltd, UK) and are uncorrected. IR spectra (KBr disc) were recorded on a Impact 410 FT-IR Spectrometer (Nicolet, USA). 1 H and 13 C NMR spectra were recorded on Bruker Avance Spectrometer AV500 (Bruker, Germany) at 500.13 MHz and 125.77 MHz, respectively, using DMSO-d 6 as solvent and TMS as an internal standard. All the starting materials and reagents were purchased from commercial suppliers and used after further purification. (2,3,4,6-Tetra-Oacetyl-β-D-galactopyranosyl)isothiocyanate (1) was prepared by the reaction of (tetra-O-acetylated-β-Dgalactopyranosyl)bromide (prepared from D-galactose, using the procedure for D-glucose) [32] with lead thiocyanate in dried toluene [18] . (2,3,4,6-Tetra-Oacetyl-β-D-galactopyranosyl)thiosemicarbazide (2) was prepared from corresponding isothiocyanate compound by modifying our method [30] .
General procedure for synthesis of substituted benzaldehyde (2,3,4,6-tetra-O-acetyl-β-Dgalactopyranosyl)thiosemicarbazones (4a-m): Conventional Method (for compounds 4a, 4b, 4d and 4m): A suspension mixture of (2,3,4,6-tetra-O-acetyl-β-D-glucopyranosyl)thiosemicarbazide (1) (4.21 g, 1 mmol) and corresponding substituted benzaldehyde 3(a-m) (1 mmol) and glacial acetic acid (1 ml) in methanol (20 ml) was refluxed for 90 min. The solvent was removed under reduced pressure and the residue was triturated with water, the precipitate was filtered by suction and recrystallized from 95% ethanol or 70% ethanol to afford the title compounds of benzaldehyde (2,3,4,6-tetra-O-acetyl-β-D-galactopyranosyl)thiosemicarbazones (4a-m).
Microwave-assisted Method (for all compounds): A suspension mixture of (2,3,4,6-tetra-O-acetyl-β-D-glucopyranosyl)thiosemicarbazide 1 (4.21 g, 1 mmol) and corresponding substituted benzaldehyde 3(a-m) (1 mmol) and glacial acetic acid (0.05 ml) in 99.5% ethanol (2-5 ml) was irradiated with reflux for 5-7 min in microwave oven. The suspension mixture became clear solution after irradiating in 3-4 min. After reaction the mixture was cooled to room temperature, the colourless crystals were filtered with suction. The crude product was recrystallized from 95% ethanol or 70% ethanol to afford the title compounds of benzaldehyde (2,3,4,6-tetra-O-acetyl-β-D-galactopyranosyl)thiosemicarbazones (4a-m). The physical and spectral (IR, 1 H NMR, 13 C NMR and MS) data are in good agreement with their structures. 
4-Dimethylaminobenzaldehyde (2,3,4,6-tetra-Oacetyl-β-D-galactopyranosyl) thiosemicarbazone (4m):
White solid, mp 217-218°; IR (KBr, cm 
Screening for Antioxidant activity:
Chrysin, dicyclohexylcarbodiimide (DCC) and diethylphosphoryl cyanide (DEPC) were purchased from Sigma Chemical Co. Other derivatizing reagents were obtained from Aldrich Chemical Co. Sodium azide, ethylenediamine tetraacetic acid (EDTA), β-nicotinamide adenine dinucleotide phosphate, reduced form (NADPH), cumene hydroperoxide, glutathione reductase, DL-α-tocopherol acetate, carbon tetrachloride (CCl 4 ), xanthine, potassium cyanide (KCN), sodium dodecylsulfate, trichloroacetic acid (TCA), cytochrome C, thiobarbituric acid, n-butanol and pyridine were purchased from Sigma Chem. Co. All other chemicals and reagents were analytical grade.
Screening for Antioxidant activity by DPPH method:
All the synthesised compounds were evaluated for antioxidant activity and comprared with standard drug (resveratrol). The activity was evaluated using the DPPH method [33] [34] [35] . The 150mM solution of DPPH (195 ml) was added to standard solution (resveratrol) and tested sample solutions Table 1 .
Antioxidant assay in vivo:
Albino rats of Wistar strain, weighing 100-150 g were used in all experiments. Animals were maintained on 12 h light/dark cycle at approximately 22° and allowed food and water ad libitum. Rats were injected i.p, with a mixture of CCl 4 in olive oil (1: 1) at a dose of 0.6 ml/kg to induce hepatotoxicity. Control animals were given the vehicle alone. Rats were pretreated once with DL-a-tocopherol acetate (a dose of 400 mg/kg) and test samples were given i.p. at a dose of 100 mg/kg/day for seven consecutive days prior to the administration of CCl 4 . Animals were sacrified 24 h after CCl 4 dosing and blood was collected by decapitation for the determination of serum transaminases.
Hepatic tissues were carefully excised and homogenized in cold 1.15% KCl-10 mM phosphate buffer with EDTA (pH 7.4) and centrifuged at 12 000 rpm for 8 min. The supernatant was further centrifuged at 45 000 rpm for 50 min to obtain cytosolic extract for the measurement of liver cytosolic SOD, catalase and GSH-px activities. The protein content was measured by the method of Lowry et al. [36] with bovine serum albumin as a standard.
Determination of antioxidant enzyme activities:
SOD was assayed by the method of McCord and Fridovich [37] . The reaction mixture was make from 300 ml of 0.5 mM solution of xanthine as substrate, 100 ml of 0.05 mM solution of KCN, 100 ml of solution of 1% sodium deoxycholate, 20 ml of solution of xanthine oxidase, 20 ml of solution of cytosolic extract and 300 ml of soltuion of 0.1 mM cytochrome C and placed in a 1 cm cuvette and the rate of increase in absorbance at 550 nm was recorded for 5 min. SOD activity was expressed as unit/mg protein.
Catalase was assayed by the method of Rigo and Rotilio [38, 39] . The cytosolic extract of liver (40 ml) diluted 10 times was added with 0.13 mM phosphate buffer (pH 7.0, 500 ml), distilled by 660 ml of water and 1800 ml of 15 mM solution of H 2 O 2 and thoroughly mixed. The rate of changes in the absorbance at 240 nm for 5 min was recorded. Catalase activity was expressed as unit/mg protein.
Statistical analysis:
Results were subjected to one-way ANOVA and p<0.05 was considered significant. The post hoc analysis was carried out by Dunnet's multiple comparison test [40] .
RESULTS AND DISCUSSION
Condensation reaction of tetra-O-acetyl-β-D-galactopyranosyl thiosemicarbazide 2 with a number of substituted benzaldehydes 3a-m lead to form a series of benzaldehyde (tetra-O-acetyl-b-Dgalactopyranosyl)thiosemicarbazones 4a-m ( fig. 1 and Table 2 ). The reaction was performed by using microwave-assissted heating and conventional heating methods. The microwave-assisted synthetic pathway was carried out using minimum amount of solvent (ethanol) and deceased reaction time comparing conventional heating pathway (2-3 ml volume versus 20 ml, and 2-7 min versus 90 min, respectively). Reaction time was from 2 min to 7 min depending on substituent's nature: withdrawing substituents need shorter reaction time than donating ones. In the first period of reaction when reaction was starting to irradiate about 1-3 min, the pasty mixture of reagents in methanol was dissolved and the reaction became homogenous. In the final period of reaction the solid product appeared and precipitated out. The products yields of microwawe-asisted method were fairly high from 60% to 98%, while ones of conventional heating methods were lower, from 32% to 64%. In some cases with benzaldehydes having 4-Cl, 4-NO 2 and 4-Br groups the yields attained 98%. These compounds can dissolved in ethanol toluene, chloroform, DMF,… and have high melting points. The synthesised products were characterized by IR, 1 H NMR and The in vitro method of the scavenging of the stable DPPH radical is extensively used to evaluate antioxidant activities in less time than other methods. DPPH is a stable free radical molecule that can accept an electron or hydrogen radical and thus be converted into a stable, diamagnetic molecule. DPPH has an odd electron and so has a strong absorption band at 518 nm. When this electron becomes paired off, the absorption decreases stoichiometrically with respect to the number of electrons taken up. Such a change in the absorbance produced in this reaction has been widely applied to test the capacity of numerous molecules to act as free radical scavengers. The scavenging effect of the synthesized compounds 4a-m on the DPPH radical was evaluated according to the methods of Shimada et al. [33] , Leong and Shui [34] and Braca et al [35] .
Amongst the compounds screened for antioxidant activity, 4h, 4k, 4l and 4m showed good antioxidant activity. The compounds with substituents such as 4-OH (4h), 3-OMe-4-OH (4k), 3-OEt-4-OH (4l) and 4-NMe 2 (4m) showed very good antioxidant activity. Remained compounds do not show any antioxidant activity (Table 1, fig. 2 and 3 ).
Compounds 4a-m were tested in vivo for their anti-oxidant acitivities and the results are shown in Table 3 . These compounds, when administered i.p, with a dry weight equivalent dosage of 100 mg/ kg/ day of total extract for seven consecutive days in the CCl 4 -intoxicated rats, was shown to cause a significant elevation of free radical scavenging enzyme activities such as SOD, catalase and GSH-px. As shown in Table 1 , some of these compounds (4k, 4l and 4m) caused significant elevation of SOD activity. Similar results were obtained in case of the catalase and the GSH-px activities as shown in Table 3 .
In conclusion, a series of substituted benzaldehyde (2,3,4,6-tetra-O-acetyl-β-D-galactopyranosyl) thiosemicarbazones have been synthesised from 2,3,4,6-tetra-O-acetyl-β-D-galctopyranosyl thiosemicarbazide and substituted benzaldehydes using conventional heating and microwave-assisted heating method. The antioxidant activity of these thiosemicarbazones was evaluated, in vitro and in vivo, and it's shown that some of these compounds had significant antioxidant activity. 
